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(57) Abstract i i 



A monoclonal antibody which is an antibody specifically recognizing human 
integrin associated proteins and is an antigen inducing the apoptosis of nucleated blood 
cells having the human integrin associated proteins. Therefore, it is useful as an antibody, 
which specifically recognizes the human integrin associated proteins, in discriminating 
and identifying these proteins. Owing to the effect of inducing the apoptosis of nucleated 
blood cells, the above antibody is also usable as remedies, etc. in the fields of, for 
example, treating myelocytic leukemia and lymphatic leukemia. 
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' - :2|s:^B^(i^ Integrin Associated Protein (I 

(rG-csF) tt. ^izmmtmmmcD^it. mm^i^m^'^^m'iim^ 

D 3t ifii ^ b -e ^ s ^ # ^ n o 

:*:fgH^#tt> ^mmmr^(Dm!in.mm^mmT ^tzisb. tg-csf^ 

fcm(Dm^fr^M.^^^ < ^ r G - C S F ^StS bfe >^ J: <9 j^lfil^M« 

^ (CF-i«) ^wiiu f^sjigJ^llP^«m^fflv^T^©B«^#tg^tM^ 

bfeiid^s in V i t r o-e®nDn— f!j^rStt*5cJ;t>'i n vivot?® 
jgJ&Mfla^J^t^^^tofe CBlood, 80, 1914 (1992) 

b*^u ^^iiffliP^wmc-ovNTtt. ^(D-^ifimmm (CF-im) t 
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^ci^^mi^mb;feo liXTs 'Mm'E J ^ti—r jvifii^^B MAP- l^i^t^^ 

10 b^ mmr^o 

— — >^ (Direct Expression Cloning) lc:J:t)N v 
•i'^^Integrin Associated Protein ("x''j7;^IA 
P) (Genbanks Accession NumberZ25524) X$> 

15 SCl^^B^bfeo 

^^{3^ tulBBMAP- ltrL#:®f1sffl<^> "x^r^:^ I AP <^3l<E^#AUfcm^ 
m^^^«SfflV>Tt^S^bfeo •r>&^^> x-'i?:^ I AP§^mbTV>>&V^ J u r 
kat«ii. m^tzj: »3V>>X I APMiE^^^AU v-j?;:^ I APS^^a'r 
-2)«^ (Re c omb i nant Jurkat Cell) ^ftS^bsB 

20 MAP- iiiji^(Dmm-^^:^iAP^Mmmi>zm-r^wm^uTs^^^xfyu 

hv—iz^^DNAm^M^mizj^iommi^rc (^si¥9— 6 74 

9 9) o 

iik±(D^^izM'^^^ hh®Integrin Associated P 
r o t e in (WTt h lAPfT^ ;J.Cell Biol., 123, 
25 485-496, 1993 iZT 5, yMMmi^Xni^mmmm ; J o u r n a 
1 of Cell Science. 10 8. 3 4 1 9 — 3 4 2 5. 199 
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5) ^iAmtT^'Ej^n—i-)vmm±. mumm^mM-r^^mstimmm (# 

§^ hhlntegrin Associated Protei 

'ttiiti^^ ^^B^ttx t.h©Integrin Associated P 
rotein (thIAP) (.^m^MU^ ^XJ^ 

i^^mmtj '^v-^ji^m^. nm'^&Mm^xxfv y^m&ffa-mcD^^mm 

^ ^ItZ^ Integrin Associated Protein (DWM 
tVXii. -Oy'V^) >(DaV /3 3<D/3miziS^^\^aV /3 3 t^(DOiS> \^ (L 
15 i gand) S If h D:t~-^^> (Vitronectin) tCD^^^^m 
T^Wm (J. Cell. Biol. , 123, 485-496 (1993) )s 

Biol. Cham. , 268, 19931-19934 (1993) )sfe^ 

\^m^mtt^i^^Lm\^l&^Mm-r^^t^^i^'r^i'^mifm^^nx\^^ffi (p r 

20 oc. Natl. Acad. Sci. USA, 92, 3978-3982 (19 

9 5) ) s ^^skmrnmiz-D^^xcDTyt-'h—iy^izm-r^mmi^m^^nxi^^^j: 

■r^t)t)s :^mMizi^^'^^ ^^-i-)liiim±. thlntegrln As 
sociated Protei ii^mm&OizmM'r^ixiM-X$>^o t^oTs t 
25 hintegrin Associated P r o t e i n(Dli!giJ^ :Rt>[5l^ 
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:^^BM(D=EJ^U—i-)ViM:m±. thintegrin Assoc 
iated Protei n^Wr§^>i^Mm cttJ^U 

- • (ap op t o s i s) ti±. >|^^p-v'^>DNA>?)S^^lx;^-V— A#{iE-^'^iT 

ell, 66, 233-243, 1991) stri CD43 ifii^ (Blood, 86, 
10 502-511, 1 9 9 5)siriHLA Classlal Domain (B 

lood, 90, 726-735, 1997) tM^^mt^^St^. :^mm:ii^^. 
Integrin Associated Protei n^^MT ^iAi^if^ 

^i^B^t^'^^^y^P— integrin Associat 
15 ed Protei n^^^mmizmMMt^^^ifH^X^y^ . ^tc. I n t e g r i 
n Associated Prote i n^^^§^;|^JfilM» 

J;Di¥U<(i:N ^^^B^J^n Integrin Associated Pro 
t e in (lAP) ^^T^mmsia.MmzTyr^h—y^ (apopt osi 

$ ^ iz^ Integrin Associated Protei 
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n (lAP) ^WrsWMifiiraiBJia{-T4^ h— 5/:?^ (apoptosis) 

5 T^^co-V^^o 

T h - :^ ^ iiT^ 1" #3 H ^ W 1" ^ e ^^^^J ^ -r 2. * o ^ o 

HL— 6 0«;l*®mRNAJ:i5flJMbfecDNA/iP^PCR^S-e 

15 — (M) . t h I AP ( 1) . /3T^^> (2) ^^-To 

m2i±. t: h I AP^^ii^-l±:^L 12 1 0mm<DiKC'D4 linmzX^):: 
M APOD^iia^^N^Ht^^o b°-^{i. ^,^i:b-CpCOS l©^^3tiE 

^mxi^tzh 1 2 1 o«^^^■ro 

mSl^s b h I AP^^^^^-frfeL 1 2 1 OlfflJiScDirLCD 4 7tn;#:{-J;§t 
20 h I AP®^3Ea«>£^-ril|-eafe€)o t h I APjtfe?=&#AbfeL 1 

m4i±. ^m'^^7s-G<Dijmm^m'rm-^^^o &iM(D\^—'^i±^ inta 

c t L 1 2 1 0«o ^JfiJCDt:-^(it h lAP^^m^-^feL 1 2 1 Olffl 
Jia-efeD^ ttill-&l3^bfe"x'ii7X®lfil^i(±0^^:iP(Ch h I AP^Ill!^bTl>^ 

25 C^^^-To 

I215{±. M-f:7'U h— v©i:g«±?i^fflV>T©ii^#paij^i^ (Jurkat 
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mm) ^^N-rs-^^^o 
m6i±s ^uy'v \''---^(Dmm±m^m\^^x(Dmmnumm. (arh? im 

(P I^^i^J:-2)|f*ff) ^^l-m-eafeO^ 7 D 2 - E 3 (Dm^CD^m^TTsT o R 
h— i-y^cDM (%) ^^bs 9. 8 4%T^So 
10 EI 9 {is i@#±vf Jur ka t$fflJ3S{c^-r§7'4^° b— ^>Xs^Mtffl 

h— syxcDib* (%) 15. 3 2%-t:^^o 

EI 1 0 tt. tg«±fit^ J; S H L— 6 0 m{3^^-r S h - V iS)|Bftffl 

15 Sm^^To Ml(iT4^h— ^>y^©ib^ (%) §^^b^ 6. 9 4%T'fe5o 

Ell Itts i@«±vil-ct.2.HL— 6 0«(3^^-r5:p4< h-^>;^MM^ffl 

(P I^feid j;^l$tf) ^^N-TETfet). 1 1 C 8(Dm^(Dmm^m-ro MlJi 
T5^° h— S>>^©i:b* (%) ^^U. 12. 1 6%T$)So 

EI 1 2 AJi. KM— 1 0 2 hHL — 6 0 h — ^>:^ 
20 (Dmm (TUNEL^) TafeDs ^Mi: bT 9 C 5 ®lt*±?i^ffl V^fe^^^^^ 

Ell 2B{±s KM— 1 0 2 hHL— 6 0 |fflJ8gh®±fcJ:g^^,-e®T:t^° h — S^y^ 
(DM^ (TUNEL^) t?$)Ds >(>rMi:bT 9 C 5©^g«±^i^fflV^fe/^m^^^ 
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El 1 3 AJis KM— 1 0 2 ^HL — 6 Ommt(Di^mmm-^(DTyn h—iy:^ 

(DM^ (TUNEL^^) Tfe<5s 1 1 c 8(Dmm±m^m^t^mm^^^T&mBM 

El 1 3 BJi^ KM— 1 0 2 ^HL— 6 0«h®^^i:g«mtr©r4^° h — iy;^® 

MUf (TUNEL^^) 1 1 c 8(Dmm±m^m\^^r^mm^^s-rti^-m 

10 1 0 Ofg-e$)-§>o 



HI 4{i. /N^^'U K— x'^YD 2-E 3 43J:rJ<^l 1 C 8 J: DlfiM^n;^ I 
gG^SDS • PAGEiCct »5M/f Ufc?^^^^-r«m?7lcl/j^*-eafeSo 
v-^b- (M. M' ) . #M7C^{^-e® T-^XI gG (lio^) (1) s 7D2- 
E3 (2)s 11C8 (3)s Mtc^I^T'CD x'>j7>^ I g G (^gfiS) ( 4 ) . 7 D 
15 2-E3(5)s lies (6) ^^^-to 

mi5l±. HL-6 0«^fflV\ CD4 7®^m^7D— !t-r h U- 

Hiett. Jur ka tmia^fflV^ C D 4 7 cD^?a^7 D— 9-^ h ^ h U 

20 EI17{±. b h I AP^jtfe?#AbfcL 1 2 1 0« (L 1 2 1 0-h I 

AP) (7 2I1§P^^ >^^^— >) h-^>7>M^f^ffl^^Nt-fe 

> h n— bT. m I g G (10// g/m 1 ) (D^m^^To 

Ell 8{i^ b h I AP<&3tfe^#AbfeL 1 2 1 Om<^fflV^fe (7 2B$r^ 
-r >^j-^— ^ya >) s MABL-1 (1 0 /ug/ml) (DT^^V—i^:^MMi^ 
25 ffl^^-To 

Ell 9l±. t M AP^jtfe^^AbfeL 1 2 1 0«^fflV>fc (7 2BlpP^ 
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^ >^a.^— i/3>) , MABL-2 ( 1 0 u gXml) (DTn'^ h—iy^WMi^ 

0 2 0(i. Jurka t«^fflV^;^c (4 8 B^^-T S/- s » , T 

1) ©^m^^-To 

1212 Jurka t«<^fflV^jt (4 8 BtP^-f >^i^— a >) ^ M 

ABL-1 (1 0 ug/ml) (DTyf^h—i^:^mMi1^m^^^ro 

m2 2i±, Jur ka t«=&fflV>fe (4 8B#fP^^ >:3p^^_>>a>) ^ m 
ABL-2 (lO/zgyml) ©T^ h — i>:^^.Mtffl^^^■ro 

1212 3{i. ti M AP^?tfE^^Ab;feL 12 1 (L 1 2 1 0 -h I 

AP) ^fflUfe (7 2B§F^-f >^^^— i>3>) h-S/XMMtffl^^-Tfe 
hP— ;i/^UTs mIgG (lO/zg/ml) ©Igm^^To 

1212 4 {is F abYbbifeMAB L- 2 ( 1 0/zg/ml) (cov^Ts t h I 
AP^3tfe^#AbfeL 1 2 1 0«lz^1--2>T4< h— iy^^^sM^ffi^^-To 

1212 5 (is F ahitl^tzMABL- 2mi^(DS'D Smmytm^M^mto 

1212 6 (is MABL- 2T-^Sb;feil-^(3^#^P^d^^li^(zMSbfeCi:^ 

121 2 7 {is mmm 5 (2)t45{t^ e lis acd^^^^^n-To 

121 2 8 {is F (ab' ) 2 'fb bfeMAB L - 2 ^^gb;feJl-^{3^#igp^*s 

SS^ {-MS b d h o 

1212 9(is F (ab' ) 2'fbb/iMAB L - 1 in;#:s JRtFMAB L - 2 i/L#: 

El 3 0 {is MABL- l:fec};tJ^"MABL- 2^BgbfeS¥(c43l^Ts i&ft't 

h I gG?ij^{3-ov>-tM6n^iS^>5:WJs ^fli5«^ijm^^-ro 
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n Associated Prote i n ^^ftirCl^ h mmtKM^mn'jk 
^ftiniJ^ i: bTs hhlntegrin Associated Protei 

BiJb^ Cin^l:§«bT@69^t-^m#:^IllI|X-rS;&^£/b^'$fM'^^©^ bT^^iJ^N^ 

^ S o 

-^s BUlB^ftmM^bTJis BUHBL 12 1 0 ffl^J^^#;m(zPSf>-r\ thin 
tegrin Associated Protein (IAP)^(D^CD>$) 
^V>{iRj^mbM©t h I AP^ffiffl-rsCh*)3il[nrtfel!feDs MBL 12 10 

D— ■T«i:^D3t'&i4^^~^%itbTMiR■r^®;?)^^$f*b<^ -MicJd:^ v«> 



wo 99/12973 PCT/JP98/041 1 8 

sociated Protei n^mMt^L 12 1 om^^^i^mm^^m 

muii -r-etc^^cDa^cDffljsa^s mx.\-^. p 3 ( p 3 x 6 3 a g 8 . 

6 5 3) CJ. Immuno 1. , 123, 1548 (1978) P3-U 
10 ICCurrent Topics in Micro — biology an 

d Immunology, 8 1, 1 -7 ( 1 9 7 8):i. NS-1 CEur. 
J. Immuno 1. , 6, 511-519 (1976)D. MPC-11 CC 
ell, 8, 405-415 (1976) D> Sp2/0-Agl4 CNatu 
re, 276, 269-270 (1978) FOCJ. Immuno 1. M 
15 eth. , 35, 1-21 (1980)D^ S194 CJ. Exp. Med. , 
148, 313-323 (1978) D^ ^^XJR 210 CNature, 27 

7, 131-133 (1979):) mm^m\z.m.m-^ m o 

{^s ^;i'^>a.^-r >e)(Milstein et al.) (Dlj^ CMe t h o 
20 ds Enzymo 1. , 7 3, 3-4 6 ( 1 9 8 1) D ^l^ipD-Ctraciiid^' 

(PEG) s -k>^y r>-r;i/x (Hvj) mt^^m^n. mz.^ fnu\,z.x,^m^ 
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i^^m^rn^-^ D s Mt^s ^Mj^jfli^i ( F B s ) ^®jfiiv»Mr^<&{^ffl-r § c ^ % 

^b. ^i?) 3 7 °C^Jg(3i]P?ab;^c P E G^grt^ f^iJ^«\ ¥J^:5>^a 1 , 0 0 0- 
6, 0 0 0®Jg®PEG^. am^ ig±fe(3|^ 3 0 ~ 6 0 % (W/V) ©^iJST-m 
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T^ hhlntegrin Associated Protein 

^nmm:imm-r^'b(D-X:$>^. thintegrin Associa 

ted Prote i n ^^Wf S^^J&WflS ctO^" U (3 

10 T4< h — ix;^^M;S-r-&*®t-2fen(^J;v>o ^?^-g)ir>ttt1^'J^{^\ Fab. F (a 
b' ) 2. Fab' i^mf^n^o ^^ic. f^SWM'CDMii^'^^W >s ^r^y 

15 ^ P-^;i/j:ri#:^[5iag)#ffl^Wri>^-7°^ K j3 J; ma^^^-fb-^t) 

±83^ y ^ P — :J-;i/irL<*;ii. thintegrin Associated 
P r o t e i n^lSbs ^MifilMJia(3T;}1 h-i/XSi^^Bf l^ltfc I 

20 

•Qi^N thlntegrin Associated Protein 
25 2^^B^CD^y ^P— :h;i/in;#:(it h I nt e gr in Associ 

ated Protei Ti^mT^mmiia.mmm (wmmmm^xxfv 
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(1) ^{m/^i:^^^ 

^^IruJ^^bTs DB A x'>i7Xfi3fe©eJ&^«»L 1 2 1 ^MU (AT C C 
CCL-219, J. Natl. Cancer Inst. 10:179 
— 192, 1949){c:t.hlntegrin Associated Pro 
tein (lAP) Sia^^l.bfe$fflJia^^fflV^Ti^uj^^ft^^T■:>feo 

t h I A P HL- 6 0«;^(DmRNA (CLONTECH^fefc 
i^) ctD^^MbfecDNA^^MhbTt h I AP#^6^^^*ia^iJ>£i#for^ 
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-fT— (-fe>X • 7°^-f X'— ^ bTJis GCAAGCTTATGTGGCCCC 
TGGTAGCG^. T>5^Hz >X • r-^^^-^ bT{i^ GCGGCCGCT 
CAGTTATTCCTAGGAGG^igfflb;^o ) PGR Icict 0 t h I 

-AP^mmi^tz mi) o 

C1®P CR0#I^^D— — p GEM-T ve c t o r C7°D^ 

>bx lnsert'DNACDi^mmn^'DNAi^—^:r.y'^— (3 7 3A DN 
A sequencer, ABI ttM) (3Tfitl^>m^ m%^^^ — V COS 1 

^Ji'^^^ — p CO S 1 {i^ pEF-BOS (Nucleic Acids 
Research, 18, 5322, 1 9 9 0 ) ©7=^' U ^n"^ ^ :7"-e*> D s t h 

— 12 1 0|fflSa^(zDMRIE-C(GIBCO-BRLtti^) ^fflVAT?! 
e^#A bGeneticin {m.W^m. Img/ml, GIBCO-BRL tti^) (3 J; D ® 

^bTMiRbfc (El 2, 3) o Cl(Dli.?^Jfex.i*:L 12 1 0 1 
0 %4^J3^iaifilti (FBS^ Moregate ^tU) ^ I s c o v e Bji^D u 1 b 
e c c otgJt (IMDM) ( G I B C O - B R Ltti^) bTlSffl U 

^mmmt\^xii±. h 1 2 1 omutmm-^^y^'^^^'DBA/2-^oy. (h 

*^-v-;i/XU^^'-i^5il) ^ffifflbfeo fciJSi^fti-'f^fflbfeb Mntegri 
n Associated P r o t e i n ( I AP ) >£?1{e^#A bj'c L 1 2 
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- c<Dmm^m 5x10 "fgcDiBiM-e^u 1 0 BrnWiODrnm-^^ 3 iii±g3(D v'e7x 



L 1 2 1 OiaJia^®*g-^t^^F AC S can (^^ h > • ^^=^r>V>ttM) 
l3j:D«tsSb (1214) . rSt^®S^>iftv^fla#:(3-3^.^T. 4ll]g®^ScD^ e>i- 5 

( 2 ) IfflSaSS'^ 

x'^M<P3-Ul C Current Topi-cs in Micro-b 
15 iology and Immunology, 81, 1-7 (1978) 

:) 1 0%^J3^iMifilvi (FB Ss Mo r e ga t ettM) ^^W-rS IM 

mtmmm 5 x i o ^i® ^ ^m'C^mizxnu^ b. 4< u w > ^" u =1 4 0 

00 (^mb^ttM) {3 .to-Ci^vS CCl i n. Exp. Immunol. , 4 
20 2, 458-462 (1980):) izm^mMM^^'^rco 

m^ntam^mm^. i o % f b s ^ xxfm^mm(DmmPMM ( b 

M-Condimed HI, ^— U • x'>/\-r A^M) ^^tflMDM 

T- 3 7 °C-eig« bfeo SB {-HAT X Ximmmm.M ^^ts 1 0 %FB 

25 s • iMDM mm iz mm b t mm ^ li^ b ^ mmmi^ -^^r^o 

mz, :i(D^oi.z \^rm^nrcm^mmiz-o\.^x^(Dmm±m(Dmm^ &sta.m 



5 




ct D JfilM<&Smb^®ifilW^" 1 %B 
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(3) U-riV^' 
thlntegrin Associated Protin(IAP) (DM 

u^^mi^^mxvrc'^o:^mmmmmmm (cf-i«) mmmmzm^^ 

xl 0 V^>3l;^-eMMbll•^■e^§#b^ ^®^2%PLP (periodate-lysine-p 
araformaldehyde)(Cj: DH^bE L I S Afflrix— h ^f^Mbfeo h 
mWik 1 % B S A?m«(wT^iaT 1 B$r^ ^^F- > ^' b. ^ ?> {Ci^fem^^a 
'J K — X' CDtg*±^i ^ 50/i 1 » b m^-^ 1 B#P^ ^ > ^ a. ^— ^> 3 > b o 

U lfl?^^;Ubfetn;x'«>:;^ I gG + A + M (H 

+ L ) (if ^ ^ >y F^ti^) -^mm b^s-e 1 b^PeS^ > :3f- :l ^- ^> 3 > b. 

S I GM A 104 substrate (i> ^"v%tM) ^^^ilJ^ Img/ml "C^ 
Snb^^^T^^ i>3 >b^ ibtSt^^ x'-f ^nru— h • ^)—^— (Mode 

1 3550, FttM) T^iJ^b;^co 

^(D^Ms 7"'; K— 2 8 8 0 e7 3i;i/(::Mb^®f^2 0 8 9 "^^i;!/};! 

^N-r K— x'cDmja^fiSi^^b i 8 7 'i'l;!/:?^^^— u— 

7 iri^ ( 7 T— ^ :ii >ttM) ^^n^^n. 3A6g/mi 50 A6 1 mm \^M.u 

T IBt^^ >:^a.^— i^3 >bfeo 

— i^;^^ U— ->^"trl^t4h4aj^b;fe^D — ^J^^^^— pCOSl 
CD^^j»^E^#Ab;feCF- l«^^fi^hbT^ thlntegrin A 
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ssociated Protein (lAP) <£%3g-r 2. C F - 1 

jviz'Di^^xm^im'i^^titco ^n^(Do-ib. 7 d 2 ^^vf 1 1 c 8 ^v^^^h 



<Raw (iata> 


PBS 


ahCD47 


7D2 


lies 






3/^g/ffll 






CFl-pCOSl 


0.185 


0.160 


0.189 


0.149 


CFl-hIAP-55-8 


0.192 


0.456 


0.568 


0.812 


<Subtracted> 


PBS 


ahCD47 


7D2 


11C8 






3/ig/ml 






Specific binding 


0.007 


0.296 


0.379 


0.663 



(t hT«'; *5J;tJ^ARH 7 7m (t h ^oiiD-vm^) 

^ffll^T±i5ii»Jll^^^f ofeo Jurka tIfflflatiSX 1 0^/'i7ai;i/T\ A 
R H 7 7 mm± 1X10 3i;i/®$fi|M-e 9 6 h 100 1 xm 

b 1 0 A 1 « bs 2 B r^m«^M T S J; D «^^^fliJ^ bfeo i: bT 
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1 0 %FBS ^^ts IMDM tgit X XJ^—^k:^ ^ U — - > i^l: l^'ffiT^ afe o ^ n — 
> (8G24oJ;tJ«9 C5) cDtg«±?i^^ti^^ti 5 10//1 -Tottb/io 

11C8^ 7D2-E3 (7D 2©i^^ • ^D — >) . 13F1^ 

(4) txii$.(Dm\^ ' ~ 

® 11C8, 7D2-E3. 13F1, 2F1 2<Dmm±miZ.'D\,^X. Ay 
^'pyi; >CD^-r 7°^EL I S A^^ffll^TlM^bfeo 

bhlntegrin Associated Protein 
(I AP) ^mMT^CF- imm^ 96 r>3i;i/n/-h(::J«bEL I SAr 
h^ftMb±ia®i§«±«^ 50^1 ^^J^b^ ii'<kiM^h\^-ti±TJlti U 

iij^bfeo ^©^^s lies, 7 D 2 -E 3{il gG-eafe 13F1, 2F 
1 2{il gM-e$)ofco 

© ±H3® 4 ^P — >©F^ 1 1 C 8 , 7 D 2 -E 3® 2 ^D — >^z■ov^T^ DN 
A®iTmt:>£7D— t)--f hp< hU— (FAGS c an,^^ h> • 5=^-r ^;/=ir>V 
>ttM) -eJurkatm^ HL- 6 OiMflS^ffiVN^t/f b^co Jurkat 
»^ffll>Tii 1 1 CS^^UIB 2 - E 3{30V^T> HL— 6 0«^fflV^T 
{d; 1 1 C 8 (3-3V>TtM^ b/io 

1 2 0:L.jV(Dyu—biZ. Jur ka tm*5cJ;t/HL- 6 OmS^^^tl^tl 
4X10 ^X"^ 2ml Tl«b> 7D2-E3*5J;t/l 1C8 (Dmm±m 

^ zQOjul ^mm b 2 0^^«^^ ^ly^ic^t b;to ^Mi: bTtts 8 g 2 

±?iS|pI««b;^io m=£i§«7°l/-hctf3[l|iRb 200xg-e«^b^;; h 

&2mioD^^705i;j^^y— ;^4'ic4°c-e60^p^@l^bfeo ^v^t% »^j@iC^b> 

1ml O PBS 0. 5ml®PB S-eM^^bfeo 0.5 ml 
>^;V{::^bT 0.5ml CDRNA s e (Typel-A, Sigma, St. Lo 
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uis, MO, USA, Img/ml in PBS) ^M^. 1ml ©3 

'fbrPb-i^'^A (P I , S i gma, 100//g/ml in PBS)^§rti- 

EI7~9, 1 0~ 1 1 Cl^-rat-s 7D2-E3i3J;t/l 1 C8lD 
tg«±ritts J u r k a t mtc, 1 1 C 8 ©tg«±vS(±H L - 6 0 b 

T4< h— i> sec bTi/>S$ffll^®i:l:3pS±#^H^S^h>i)^W.to^n;to 

® ±HB® 1 1 C 8^D^g«±^i^cov^Tx b h#M^S»»KM 1 0 2«7 
^— ^— l/-r i'— ^ bTHL— 6 0«^®itj:g^^-e, cn?5CDJg«±^i;ip'H 

Tts^t>-^s 2 •>3i;i/£DL ab-T e k Chamber Slide 
:r. y.y^ :^S^3:l-;i/^t^) t-KM 1 0 2 W^JMbs ub— c o 

nf 1 u e n t ©>KSi;i b> C1CD±{^ 1x1 O^fgcDHL— 6 OiBflS&M«bl^ 
1 BtS«b> ^®^jg^bTV^^V^HL— 6 0 ^fflflS^I^* b|qIB^(c:±HB®t&*± 
V»<&»mJS-e 1 0%^i:&^J;^(C»b2 Hr^ig«b:^co ig«^s 1 
0 %7^;i/x'U >-eei^b. TUNE (Ap o p T a g Plus (Onco 
v\iM) ) h— S^X^^ClbTV^SHL— 6 O»^li^mbfco ^® 

1 2 , 13 ic^N-ratc 1 1 C 8 (r>^^±:m^\±. nmo:>\L M AP 

v^sHL— 6 OiiaJia®iSc^±^i^^b-cv^:g)Cl^3{)S||^$^fe„ 

( 5 ) m^(Dimm 

I gG^a^-rS 7 D 2 -E a^Sctt;^ 1 l C 8®^P — >CD|ffl|S1*&s S 
^^3^^^V^rU;^^>iS-^&^te^TbfeBALB/c/AnNCr j-^'j7X (c?", B 
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M) TJ^^U PBS (^■>^^j^n;ic±M) iTjg^/f bSD S -P AGE{C J; 

^MmtLxmmtm^no 7d 2-e 3*5j;tj^i i c 8®^d— >®i g 
G {is ^m^m'^s jStu^^^ h *) (3 s (d x' e7 ;^ I g g iiiHi - ® ic) ^- >y 

±a3®||^te^^J^3:fc^.^-C^i^ ^fttrCJi^i: bTs tuIBb hintegrin As 
sociated Protein (I AP) ^^MT^L 12 1 0«>£^ffl 
bfe^J-^^C-^V^T^!l?^b;t^\ fikOt h I A P ^^iBf t MA 

2js:^B^©^:y ^D— hintegrin Associate 
d P r o t e i n ( I AP) ifi#:^0^£-rS^^-r :/U K-v{is DBA3^v>j7 

XMISt-x'r^X • ^3iP— Vflfflia^P 3-U l^^«^lbTf^ii^nfeifM 

Hi^t^iW^m ( a < {^ mm 1 T i l#3-^) tc. 1 9 9 7^P9^ 1 

IBs ijTlIAPiJift: (-x'>>;^^N^ ^''U K-v 11C8-F8 (11 C^(D^-f 
^D->) , MABL- 1 h^^bfe) s ^fE#-^FERM BP - 6 100s 
VilAVi}m{'^t>y.^^^y^^)Y—'^ 7D2-E3 (7D 2®ityi:7p->) s 
MABL-2 il^^Sbfc) s ^f6#^FERM-BP- 6 1 0 1 bT 11^^16 
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mMm2 (MABL-l^ MABL- 2tri;^®it7"^^^^^) 

' m&Q-^. 100ng/mUzilMb;feMABL- 1. :feJ;tJ<^MAB L - 2trL#: 500/zl 
ISOTYPING KIT(STRATAGENE ttM) {3;^;t^- h Lfe h ^ 5^ MAB L - 1 k ig 
Gls /c-e^Ds MABL- 2(d;I gG 2 a. K-Q^^:itmM'bt^ttf:-orco 

mmm3 (t h i AP^^^a-rsb haM«) 

CD 4 7 ^|5l— h#x.^nTl^?.:ii:;b^^(Biochein. J. ,304, 525-530,1994). 



Bs K 5 6 2«. ARH7 7«s Raj imm. CMK«^fflVN/^o « 

2x 1 0 v-y->^>'^^u i/i c B 4 7 mm±m^^^i: 5 /Ltg Ml -7: mm 

5 (HL-6 0) St/Ell 6 (Jurkat ) Km^tis l^-m®lfflJ5S*^) I A 

4 (in vitro tcDT4^° >;^'?jj^) 
(1) b h I AP&3lfE^^Ab;^cL 1 2 1 0«. Jurkat». HL- 

6 Omm'km^\ MABL- l^^XfUABL- 2mi^(DT^^h-'^>:^MM'^^ 
^Annexin-V U AttM) J: D ItS^f b o Ann 
ex i n-V(c j;:2)M/f©^^^m 1 7~2 Zlz^ti^'HrnLtco ^^-^mo^ 
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B L - 1 *5 cty^MAB L - 2 ^ lO/zg/ml "eiSffl Us t h I AP ^?liS^#Ab 

L 1 2 1 0 «-e(is 4x10 3fEI©,«-e 7 2 B$r^. J u r k a t 
6x1 0^fli©m-??4 8^F^-r h b;fc#s Annexin-V(3j; 

^mmi^tco ^(Dmm. mi 7-2 2i3^-ra!3, «^d^ii'>(!6^n}^co '^"fer 

H L -60 «-riis MAB L - 1 ^ 1 0 us/m 1 T^ffl U 1x10 'f@(D« 
(2) Fab'^bbfcMABL-2irL^^ZOV^T^ h h I A P ^M^EiF^A b;^ L 

12 1 0«C;i^^^T4< h->-;^^^eftffl^t:^i^Ufco -T^^^t-s t M AP 

^mi^^mxi^r^h 121 ott^4x 1 o^f@TJ:s«bs tftrntF a-hitii^t^ 

MABL - 2^XXJF^(DMmt{yr'^0::^ I gG^ 1 0 /ig/ml ^iJg-eiSffl 
7 2[1#P^'1' >=3r^^— h bfe^s Annex i n-V-eiHiJ^b;feo ^©/g^tts 
^b^^»^;^)^^IIto^nfc (122 3, E12 4) o MAB L - 2tri;#:(DF a b<tl{±s 
in;#;^yvw> (tTT^X^tM) -emb«Mb:fe*)®^^i^{3-ttb:^co Fab<b 
b;^iMABL- 2t^^;#:^3-:?V^T^i^ ^ CD S D S m^r7» J; D fiSlllSf. b (0 2 
5) o 

^SSI^'J 5 ( i n vivo "e® h — 
(1) MALB- l*5J:t5MALB-2 (Whole IgG) izX^M^)] 
b h I AP<fe|gi^-r5KPMM2m (t h ^3iD— v-lffljjg^*) C I D^i^ 
;^(c^;|jtb> ^*t^ 1 0 Bgl-MAB L- 1 :feJ;t^'MAB L- 2 (Whole IgG) 
^^n^tl 5 us/head. 5 0 // g/head ( n = 5 ) ^#lHl#MP*iI^^U KPM 
M2^tt^2 8 H@l-Jflltt^ I gGiiiS^EL I S AlCT?HiJ^bfc)S^> M^bfe 

:ii:;b^ms^.^n;^co ^ ^{^^#^P^(3oi>T*)t:^i^bfeo ^(Dmm. MABL- 
^^PWB?5tll^ffl3*3^iI^^^^b;fe (03 0) o ^ ^{3^#fii3r^^m^«gbfe 

^ht^tDti>^ (02 6) o 
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(2) MALE- l:feJ;t;<^"MALB- 2 (F (ab' ) 2) izX^BM} 

i^TX^^m) U^F (ab' ) 2^mi\ F cfI:®^^bfe«P«ft 

n^^Mvtcm.mmmm^m^i^r^o rf^io-h. t h i AP^^ji-rsKPMM 

2« (t h ^:iiD— -x'Ifflgai*) C I D^'j7;^{z^tei;, F (ab' ) 2Tb 
bfcMABL- l*5ctt/MABL- 2CD 1 0 0 //g/head ^S4^i¥-e{i^ ^*S^ 6 
BS. lOHglcis 1 0i3J;t;^'3 0/zg/head^^l¥Tii^^lS6s 8^ lOB 
g Id^Ml^^S-^ U ifil^'I gGaijS^^ttf^S 0 BSi^EL I S AtzT^iJ^ U^c 
(02 7) o ^#S9r^i30V>T*)^ffif^9 0 B^-et^H^b;^co ^©M^ 

MABL- 1^5d;t>"MABL-2^^gb;fe§¥■e{i^ Jfll«43t h I g G MJS V ^ 

MSUfeC^d^'t)*^^ (1112 8) o F (ab' ) 2'fbbfeMAB L - 1 Jru 

;&t;^MABL-2iHft:©SDS«mr7lcKj^K^ia2 ^Izns^o 

^ D— hhlntegrin Associate 
d P r o t e i n^it^^e^tc^ii-r§trt#:-efe«5s t h I nt e gr i n A 
ssociated Protei n^mt ^^^M^MUl^T^^ h— S-X^gl 
§®^1~JrLiM'efei>o tl!o-r^ hhlntegrin Associated 

Protei n-^'!^nmz.mM-r^ifiW-h\^x. ^fi^bm^m. n-^r^cDizm 
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1. Integrin Associated Protein (lAP)^ 
Wr-S^aM«i-:^^° h— ^>:^ (apoptosis) ^ig^-TS^^^ni 
'—■i'ji'iiii^o 

2. Integrin Associated Protein (I AP)^ 
^•rSWMifiiMflai::T4< h— i>X (apoptosis) ^il^t-^^^^CJ 

4. I APlc^-^bT I APtD^ffl^TxM^-B-. *Mi&rt«(-::^4^° h— 
^ ilia -r i) 13 M S T ire a Jfli^s t^J^^iJ o 
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is ^ij m. 

SEQUENCE LISTING 

<110>CHU6AI SEIYAKU KABUSHIKI KAISHA 

<120>MonoclonaI antibody inducing apoptosis 

<130>CGS98-03PCT 

<160>2 

<210>1 

<211>26 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>PCR primer 
<400>1 

GCAAGCTTAT GTGGCCCCTG GTAGCG 26 

<210>2 

<211>26 

<212>DNA 
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<213>Artif icial Sequence 
<220> 

5 <230>PCR primer 
<400>2 

GCGGCCGCTC AGTTATTCCT AGGAGG 26 
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